gPslTIR1/AFBs were isolated from different plum cultivars using the AccuPrime Pfx 24 (Invitrogen). 25
26

DNA, RNA extraction and qPCR assays 27
Genomic DNA was extracted from young plum leaves according to the 28 DNeasy Plant Maxi Kit (Qiagen, Mississauga, ON, Canada). Total RNA extraction, 29
DNase treatment, cDNA synthesis and qPCR reactions were performed as 30 described previously (El-Sharkawy et al., 2012b) . Gene-specific primers were 31 designed using Primer Express (v3.0, Applied Biosystems, Carlsbad, CA, USA) 32 (primers # 3-10, Table S1 ). Three technical replicates from three biological 33 replicates for each reaction were analyzed on an ABI PRISM 7900HT Sequence 34
Detection System (Applied Biosystems). Transcript abundance was quantified 35 using standard curves for both target and reference genes [PslAct (EF585293)], 36 which were generated from serial dilutions of PCR products from corresponding 37
cDNAs. 38 39
Protoplast isolation and transient expression of PslTIR1-, PslAFB2-, and PslAFB5-40
GFP fusion proteins 41
Full-length and modified PslTIR1, PslAFB2 and PslAFB5 ORFs were fused 42 in frame with the GFP into the pGreenII vector using the BamHI site and expressed 43 under the control of 35S promoter. Protoplasts used for transfection were obtained 44 from suspension-cultured tobacco BY-2 cells. Protoplasts were transfected with the 45 constructs in the presence or absence of 100 µM IAA and analyzed for GFPfluorescence by confocal microscopy as described previously (El-Sharkawy et al., 47 2009 ). All assays were repeated at least five times. 48
49
Internal deletion of PslTIR1, PslAFB2 and PslAFB5 F-box domain 50
In case of PslTIR1 and PslAFB2 that exhibit short N-terminal region (21-bp 51 and 12-bp, respectively); the C-terminal fragment was amplified and cloned using 52 gene-specific primer pairs. Then, a long forward primer, which includes the full N-53 terminal region with a tail that contains the beginning of the C-terminal fragment 54 was used with applicable reverse primer to amplify the full PslTIR1∆F-box and 55
PslAFB2∆F-box fragments (primers # 23-26, Table S1 ). However, another strategy 56 was used to generate the truncated F-box domain of PslAFB5 sequence that 57 displays longer N-terminal region (177-bp) as follow: (i) The N-terminal (fragment 58 A) and C-terminal (fragment B) were independently amplified (primers # 27-30, 59 Table S1 ), in which the reverse and forward primers of fragments A and B, 60 respectively, were phosphorylated. (ii) The PCR products were purified and diluted 61 to a final concentration 20 ng/µl. (iii) A ligation reaction was set up using 50 ng of 62 each fragment, (iv) then a PCR reaction was carried out using the forward and 63 reverse primers of the fragments A and B, respectively, in the presence of 2 µl of 64 ligation reaction as a template, which generated the PslAFB5∆F-box fragment. 65 however, this region constantly consists of three amino acid residues in subfamilyII. PslAFB5 predicted protein assigns to subfamily-III that act as negative 96 regulators of auxin-signaling (Greenham et al., 2011) and structurally includes all 97 AFB proteins with highly extended N-terminal length (30-58 aa). Although the 98 function of this extension is unknown, it is rich in serine residues and motif analysis 99 programs predict several phosphorylation sites, which suggested conserved 100 function. Supplemental Tables   Table S1 . The dates were determined throughout 5 years. Table S3 . Effect of auxin application on EG and V9 flower development process as shown in Fig. 1B alleles.
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